[Abstract] The protocol for obtaining electrically sealed membrane vesicles from E. coli cells is presented. Proton pumps such as Complex I, quinol oxidase, and ATPase are active in the obtained vesicles. Quality of the preparation was tested by monitoring the electric potential generated by these pumps.
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f. Add 2 mM dithiothreitol (DTT) (from 100 mM stock solution), 0.5 mM PMSF (from 100 mM fresh stock solution). 2. This protocol was developed especially for E. coli cells and it should not be used for other bacterial species without modifications.
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